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Abstract. – OBJECTIVE: Osteoarthritis is a 
joint degeneration and proliferative inflammato-
ry disease caused by obesity, joint deformities, 
trauma, and other factors. C-terminal collagen 
(CTX) is associated with cartilage degradation, 
and healthy cartilage state is one of the factors 
that affect osteoarthritis. microRNA-98 (miR-
NA-98) plays a role in inflammation. This study 
aims to investigate the levels of CTX-III and miR-
NA-98 in patients with osteoarthritis and their 
potential clinical usage. 

PATIENTS AND METHODS: Osteoarthritis 
was diagnosed according to the inclusion and 
exclusion criteria for osteoarthritis. Patients 
with osteoarthritis admitted to Jining No. 1 Peo-
ple’s Hospital and healthy volunteers were in-
cluded in this study. ELISA and Western blot 
analysis were used to detect levels of type III 
collagen CTX (CTX-III). Real time PCR was used 
to measure levels of miRNA-98 in the serum of 
both patients and healthy volunteers. 

RESULTS: Levels of CTX-III protein in osteo-
arthritis patients were significantly higher than 
that of healthy volunteers (p = 0.0013). Levels 
of miRNA-98 in the serum of osteoarthritis pa-
tients were significantly higher compared to that 
of healthy volunteers (p = 0.0065). After treat-
ment, levels of CTX-III protein and serum miR-
NA-98 in patients with osteoarthritis were sig-
nificantly decreased (p = 0.014, p = 0.021). Lev-
els of CTX-III protein and serum miRNA-98 in pa-
tients with osteoarthritis were significantly high-
er compared to that of healthy volunteers (p = 
0.0013).

CONCLUSIONS: Both of the CTX-III and mi-
croRNA-98 are potential diagnostic indicators 
for the osteoarthritis.
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Introduction

Osteoarthritis is chronic articular cartilage de-
generation caused by joint deformities, congenital 
joint abnormalities, aging, trauma, and obesity1,2. 
It is also known as hypertrophic cartilage arthri-
tis, bone and joint disease, or degenerative car-
tilage disease3,4. It causes not only pain but also 
burden5. Therefore, the study of osteoarthritis 
is of great significance for both theoretical and 
clinical study.

Early diagnosis of osteoarthritis is very im-
portant6,7. Classical X-ray detection cannot detect 
any bone or joint injury8,9. Magnetic resonance 
imaging (MRI) and computed tomography (CT) 
examination are both time-consuming and high-
cost10,11. Therefore, simpler but effective diagnosis 
of osteoarthritis is needed.

CTX-II is widely studied as a biomarker of 
osteoarthritis. Collagen is the most abundant 
protein in animals12. There are two major types 
of collagen, type II collagen, and type III colla-
gen. As CTX-II has smaller molecular weight, it 
is widely used as a biomarker of osteoarthritis13. 
However, it is difficult to detect CTX-II by West-
ern blot3. CTX-III has a relatively stable cleavage 
pattern13. The possibility of using CTX-III as 
a biomarker of osteoarthritis was investigated. 
microRNA is a type of small RNA. Although not 
encoding proteins, microRNA has a wide range 
of biological effects14,15. For example, serum mi-
croRNA levels are closely related with diseases 
particularly sepsis16. miRNA-98 is closely related 
to the body’s immune status5 and might be used 
as a biomarker of osteoarthritis.

Therefore, levels of CTX-III protein and serum 
miRNA-98 in patients with osteoarthritis and 
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healthy volunteers were measured to provide a 
theoretical basis for the diagnosis and treatment 
of osteoarthritis.

Patients and Methods

Patients
Osteoarthritis patients of Jining No. 1 Peo-

ple’s Hospital (Shangdong, China) from Janu-
ary 2013 to January 2016 were included, while 
healthy volunteers were used as controls. Osteo-
arthritis inclusion criteria were previous report-
ed13. The clinical parameters, including disease 
history, no knee surgery history, having clinical 
symptoms of osteoarthritis, and the relevant 
imaging diagnosis, were evaluated in this study. 
The exclusion criteria included secondary osteo-
arthritis, history of joint surgery, and rheuma-
toid arthritis. This study was approved by the 
Research Ethics Committee of our Institution. 
The informed consents was signed from all the 
subjects.

A total of 20 patients with osteoarthritis (10 
males and 10 females) were included with an 
average age of 60 ± 8 years. A total of 20 healthy 
volunteers (10 male and 10 female) were included 
as controls with an average age of 58 ± 9 years. 
All subjects have no family history of heart 
disease or brain disease. Osteoarthritis patients 
underwent six-month glucosamine sulfate treat-
ment. Joint pain relief was used as a simple as-
sessment of efficacy.

Blood Sample Collection
Total of 5 ml fasting blood was collected. The 

supernatant was collected after centrifugation 
and divided into two parts, one for ELISA and 
Western blot detection of CTX-III, and the other 
one for the detection of microRNA-98 (miR-
NA-98).

ELISA
Serum CTX-III levels were measured accord-

ing to the conventional ELISA methods. Briefly, 
serum was kept in 96-well plates at 4°C over-
night. CTX-III antibodies were then added for 
specific binding. After washing away the excess 
test sample, the secondary antibody was added. 
A microplate reader (Mode: MK3, Thermo Sci-
entific, Waltham, MA, USA) was used to record 
optical density (OD) values.

Western Blot
Serum CTX-III levels were measured accord-

ing to the conventional Western blot methods. 
Briefly, serum samples were mixed with 6x load-
ing buffer and resolved by SDS-polyacrylamide 
gel electrophoresis. Proteins were then trans-
ferred to nitrocellulose filter membrane (NC, 
Amersham Biosciences, Little Chalfont, Buck-
inghamshire, UK) membrane. The membrane 
was incubated with mouse anti-human CTX-III 
monoclonal antibodies17 for 120 min. The mem-
brane was washed and incubated with goat an-
ti-mouse secondary antibodies for 60 min. After 
developing and fixing, the gel imaging system 
was used to record the results. Image J software 
(version 2.0, Image J, Scion Image, Frederick, 
MD, USA) was used to quantify the band density. 
Actin was used as the internal reference gene.

Real-Time PCR
Serum miRNA-98 levels were detected us-

ing Real Time PCR. The sequences of primers 
for miRNA-98 and the internal control, actin 
were: 5’-AGGCCUCGCUGUUCUCUAUGGC-3 
‘and 5’-UUAUUCCUAUGUGAUUCUACU-3’; 
5’-GCUCACUCAUAUAGGGUGGAGC-3 ‘and 
5’-AUCGUGGCGCACGGCGGGGACA-3’. 
Briefly, RNA was extracted and reverse tran-
scripted into complementary DNA (cDNA) for 
Real Time PCR. The PCR products were subject-
ed to agarose gel electrophoresis. Image J soft-
ware was used to quantify gel images and Actin 
was used as internal control. 

Statistical Analysis
SPSS 13.0 (SPSS Inc., Chicago, IL, USA) was 

used for statistical analysis. Data are expressed as 
mean ± standard deviation. The Student’s t-test 
was used to compare the differences between the 
two groups. Tukey’s post-hoc test was used to 
validate the ANOVA for comparing measurement 
data between groups. p < 0.05 was considered as 
statistical significance.

Results

Enzyme-Linked Immunosorbent Assay 
(ELISA) Results of Serum CTX-III 

As shown in Figure 1, ELISA results showed 
that levels of CTX-III in patients with osteoar-
thritis were significantly higher than that of the 
healthy volunteers (p = 0.0013).
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Western Blot Detection of CTX-III Protein 
Western blot results (Figure 2) showed that 

levels of CTX-III in patients with osteoarthritis 
were significantly higher than that of the healthy 
volunteers (p = 0.0028).

Real Time PCR Measurement of 
MiRNA-98 Levels

As shown in Figure 3, Real-Time PCR results 
showed that levels of miRNA-98 in patients with 
osteoarthritis were significantly higher than that 
of the healthy volunteers (p = 0.0065).

Levels of CTX-III in Patients With 
Osteoarthritis Declined After Treatment

As shown in Figure 4, after treatment, levels 
of CTX-III in patients with osteoarthritis signifi-
cantly declined (p = 0.014).

Levels of MiRNA-98 in Patients With 
Osteoarthritis Declined After Treatment

As shown in Figure 5, after treatment, serum 
miRNA-98 levels in patients with osteoarthritis 
significantly decreased (p = 0.021).

Discussion

Diagnosis of osteoarthritis is of great sig-
nificance1. However, it is difficult to diagnose 
osteoarthritis mainly because of the lack of bio-
markers of osteoarthritis5. Therefore, this work 
investigated the potential biomarkers of osteo-
arthritis.

Figure 1. ELISA results of levels of serum CTX-III. *p < 0.05.

Figure 2. Western blot results of CTX-III protein. *p < 0.05.

Figure 3. Real-time PCR measurement of miRNA-98 lev-
els. *p < 0.05.

Figure 4. Levels of CTX-III before and after treatment. 
*p < 0.05.
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Existing research suggests that CTX-II is a 
biomarker for osteoarthritis13. However, since 
the CTX-II has been degraded inside the body, 
it is hard to show the actual levels of serum 
CTX-II, which limits its clinical application 
and reduces its diagnostic accuracy. Because 
CTX-III and CTX-II are high homologous, so 
we speculate that CTX-III can also be used as 
a biomarker for osteoarthritis. Our result also 
proved this suggestion, which is consistent with 
previous studies16-18. Of note, CTX-III is much 
more stable than CTX-II. Thus, CTX-III has a 
better potential as a biomarker of osteoarthritis. 
microRNA has a variety of biological effects19,20. 
It has been shown that miRNA-98 is related 
to inflammation21. This study investigated the 
correlation between osteoarthritis and CTX-
III and miRNA-98. The results suggested that 
miRNA-98 levels were closely correlated with 
osteoarthritis. Moreover, the cost for detecting 
the CTX-III and miRNA-98 levels is relatively 
lower and the effectiveness is relatively higher, 
therefore, these two biomarkers are needed to be 
studied in the future study.

Although the present work received some in-
teresting findings, there were a few limitations. 
Firstly, it is worth to mention that the number 
of subjects was little which may not reflect the 
status of the entire osteoarthritis patients. Sec-
ondly, levels of serum CTX-III and miRNA-98 
might be affected by other medicines, such as 
non-steroidal anti-inflammatory drugs, gluco-
corticoids, taken by patients before the enroll-
ment of this study, which may interfere with 
our results. In the future research, we would ad-
dress this point in greater detail, and investigate 
whether these drugs affect the levels of CTX-III 
and miRNA-98.

The study population is small and would be 
enlarged in the following research.

Conclusions

We showed that the levels of serum CTX-III 
and miRNA-98 in patients with osteoarthritis 
were significantly higher than that of healthy 
volunteers, suggesting that CTX-III and microR-
NA-98 might be used as potential diagnostic 
indicators of osteoarthritis.

Conflict of Interest
The Authors declare that they have no conflict of interests.

References

  1)	 Bottegoni C, Dei Giudici L, Salvemini S, Chiurazzi E, 
Bencivenga R, Gigante A. Homologous platelet-rich 
plasma for the treatment of knee osteoarthritis in 
selected elderly patients: an open-label, uncon-
trolled, pilot study. Ther Adv Musculoskelet Dis 
2016; 8: 35-41. 

  2)	 Wei ZJ, Liu J, Qin J. miR-138 suppressed the pro-
gression of osteoarthritis mainly through targeting 
p65. Eur Rev Men Pharmacol Sci 2017; 21: 2177-
2184.

  3)	 Akinci A, Al Shaker M, Chang MH, Cheung CW, 
Danilov A, José Dueñas H, Kim YC, Guillen R, Tas-
sanawipas W, Treuer T, Wang Y. Predictive factors 
and clinical biomarkers for treatment in patients 
with chronic pain caused by osteoarthritis with a 
central sensitisation component. Int J Clin Pract 
2016; 70: 31-44. 

  4)	 Liu T, Yao Z, He M, Tian C. Synovial Fluid α-MSH 
Levels are Inversely Correlated with Articular 
Cartilage Degeneration in Anterior Cruciate Lig-
ament Deficient Knees. Clin Lab 2015; 61: 965-
971.

  5)	 Hu G, Zhou R, Liu J, Gong AY, Eischeid AN, Ditt-
man JW, Chen XM. MicroRNA-98 and let-7 confer 
cholangiocyte expression of cytokine-inducible 
Src homology 2-containing protein in response to 
microbial challenge. J Immunol 2009; 183: 1617-
1624. 

  6)	 Cruz R, Ramírez C, Rojas OI, Casas-Mejía O, Kou-
ri JB, Vega-López MA. Menisectomized miniature 
Vietnamese pigs develop articular cartilage pa-
thology resembling osteoarthritis. Pathol Res 
Pract 2015; 211: 829-838. 

  7)	 Babatunde OM, Danoff JR, Patrick DA Jr, Lee JH, Ka-
zam JK, Macaulay W. The combination of the tun-
nel view and weight-bearing anteroposterior ra-
diographs improves the detection of knee arthri-
tis. Arthritis 2016; 2016: 9786924.

  8)	 Hayashi J, Kihara M, Kato H, Nishimura T. A pro-
teomic profile of synoviocyte lesions microdis-
sected from formalin-fixed paraffin-embedded sy-
novial tissues of rheumatoid arthritis. Clin Pro-
teomics 2015; 12: 20. 

Figure 5. Levels of miRNA-98 in patients with osteoar-
thritis declined after treatment. *p < 0.05.



W.-D. Zheng, F.-L. Zhou, N. Lin, J. Liu

5428

  9)	 Tanaka M, Yamada H, Nishikawa S, Mori H, Ochi Y, 
Horai N, Li M, Amizuka N. Joint degradation in a 
monkey model of collagen-induced arthritis: role 
of Cathepsin K based on biochemical markers 
and histological evaluation. Int J Rheumatol 2016; 
2016: 8938916.

10)	 Tao R, Xu X, Sun C, Wang Y, Wang S, Liu Z, Zhai L, 
Cheng H, Xiao M, Zhang D. KPNA2 interacts with 
P65 to modulate catabolic events in osteoarthri-
tis. Exp Mol Pathol 2015; 99: 245-252.

11)	 Saberi Hosnijeh F, Siebuhr AS, Uitterlinden AG, Oei 
EH, Hofman A, Karsdal MA, Bierma-Zeinstra SM, 
Bay-Jensen AC, van Meurs JB. Association between 
biomarkers of tissue inflammation and progres-
sion of osteoarthritis: evidence from the Rotter-
dam study cohort. Arthritis Res Ther 2016; 18: 81. 

12)	 Terencio MC, Ferrándiz ML, Carceller MC, Ruhí R, 
Dalmau P, Vergés J, Montell E, Torrent A, Alcaraz 
MJ. Chondroprotective effects of the combination 
chondroitin sulfate-glucosamine in a model of os-
teoarthritis induced by anterior cruciate ligament 
transection in ovariectomised rats. Biomed Phar-
macother 2016; 79: 120-128.

13)	 Yang X, Guan Y, Tian S, Wang Y, Sun K, Chen Q. Me-
chanical and IL-1β responsive miR-365 contrib-
utes to osteoarthritis development by targeting 
histone deacetylase 4. Int J Mol Sci 2016; 17: 436.

14)	 Zhang X, Zhong S, Xu Y, Yu D, Ma T, Chen L, Zhao 
Y, Chen X, Yang S, Wu Y, Tang J, Zhao J. MicroR-
NA-3646 contributes to docetaxel resistance in 
human breast cancer cells by GSK-3β/β-catenin 
signaling pathway. PLoS One 2016; 11: e0153194. 

15)	 Aschrafi A, Verheijen JM, Gordebeke PM, Olde Loo-
huis NF, Menting K, Jager A, Palkovits M, Geenen B, 

Kos A, Martens GJ, Glennon JC, Kaplan BB, Gaszner 
B, Kozicz T. MicroRNA-326 acts as a molecular 
switch in the regulation of midbrain urocortin 1 ex-
pression. J Psychiatry Neurosci 2016; 41: 150154.

16)	 Cui YL, Wang B, Gao HM, Xing YH, Li J, Li HJ, Lin 
Z, Wang YQ. Interleukin-18 and miR-130a in se-
vere sepsis patients with thrombocytopenia. Pa-
tient Prefer Adherence 2016; 10: 313-319. 

17)	 Chubb SA. Measurement of C-terminal telopeptide 
of type I collagen (CTX) in serum. Eur Rev Med 
Pharmacol Sci 2017; 45: 928-935.

18)	 Eichenbaum G, Göhler K, Etropolski M, Steigerwald I, 
Pergolizzi J, Kim M, Vorsanger G. Does tapentadol 
affect sex hormone concentrations differently 
from morphine and oxycodone? An initial assess-
ment and possible implications for opioid-induced 
androgen deficiency. J Opioid Manag 2015; 11: 
211-227.

19)	 Dündar Ü, Aşık G, Ulaşlı AM, Sınıcı Ş, Yaman F, 
Solak Ö, Toktaş H, Eroğlu S. Assessment of 
pulsed electromagnetic field therapy with se-
rum YKL-40 and ultrasonography in patients 
with knee osteoarthritis. Int J Rheum Dis 2015; 
19: 287-293.

20)	 Ren J, Kuang TH, Chen J, Yang JW, Liu YX. The 
diagnostic and prognostic values of microR-
NA-21 in patients with gastric cancer: a me-
ta analysis. Eur Rev Med Pharmacol Sci 2017; 
21: 120-130.

21)	 Bleil J, Maier R, Syrbe U, Sieper J, Appel H. In situ 
analysis of interleukin-6 expression at different 
sites of zygapophyseal joints from patients with 
ankylosing spondylitis in comparison to controls. 
Scand J Rheumatol 2015; 44: 296-301.


